A new bioindicator, shell of Trachycardium lacunosum, and sediment samples to monitors metals (Al, Zn, Fe, Mn, Ni, V, Co, Cr and Cu) 
Background
Environment protection needs awareness of the circumstance of the environments and the way in which they change. Hence, deterioration due to human and industrial activities and change in environments are the principal topics of monitoring studies [1] . The data attained in monitoring studies may use as a basic for managers and policy makers for evaluation and enhancement of environment condition by imposing proper actions to protect the environment. Coastline areas are subject to suffer from different negative environmental impacts due to industrial and human activities. Chemical pollution associated with industrial production is the main concern in the marine environment [2] . Heavy metals are considered as one of the most critical contaminants in the marine environment due to their bioaccumulation and biomagnification throughout the trophic chain [3, 4] . Heavy metals toxicity in marine organisms, long residence time within trophic chains, as well as the probable risk of human exposure to heavy metals, makes it essential to evaluate the concentrations of them in the aquatic environment and organisms [5] . Heavy metals may also induce sublethal effect in marine organisms, such as disruption of homeostasis, and impairment at cellular and molecular levels [6] . Additionally, these impacts may seriously decrease the persistence capacity of the organism by enhancing susceptibility to diseases and impairment [7] . Sediments act as a reservoir for various pollutants such as heavy metals and while many bivalves existing inside sediment accumulate elevated concentration levels of metals with regard to their bioaccessibility [8] . The ecological significance of bivalves, their simplicity of applying, their vast distribution and numerous abundance, and their relative to polluted sediments make them suitable species for toxicity testing of sediment [9] . Metals accumulate differentially in the shells and soft tissues of bivalves [10] however there is no particular position on if the use of shells or soft tissues alone is preferred in evaluating of metal [11] . But soft tissues have received further consideration amongst researchists for metals monitoring mostly because of agreement with the US coastal mussel watch monitoring scheme [12] . However, shell can provide a more precise symptom of pollution and environmental change [13] ; they give minor variation than the living organism's tissue also present a historic record of metal level all over the organism's life cycle. This record still preserved after organism death [14] . High levels of different metals in sediments and organisms of marine environment are a well-documented environment concern [15] . But there are a few comprehensive studies in the Persian Gulf region especially on evaluation of metal contents in the bivalve shells of Trachycardium lacunosum with its connection to metal contents in the sediments. Trachycardium lacunosum is a marine and infaunal bivalve as well as a filter feeder pelecypod that belongs to the Cardiidae family. This bivalve has a white-rimmed shell, with the characteristic pink, brown, and purple spots overt. The average Trachycardium lacunosum length is about 25-35 mm. Trachycardium lacunosum is native to intertidal zone and sandy substrates of the Persian Gulf [16] . Due to the high dispersion of this bivalve in Nayband Bay and Lavar-e-Saheli, in this study we used Trachycardium lacunosum to evaluate its efficiency as a suitable bioindicator for metals.
The Persian Gulf is one of the oldest sea passageways in the world, and nearly 45 % of natural gas and 57-66 % of known oil reserves of the world lie in the region of the Persian Gulf. The presence of large amounts of natural gas and oil has made the Persian Gulf as one of the most strategic waterway in the world. The Persian Gulf has been the main waterway for oil transport in the last decades and during our time has also suffered from repeated oil spills to its marine environment.
To the best of our knowledge there is no report on the concentrations of heavy metals in the shells of Trachycardium lacunosum also there is no detailed study on heavy metal contents in the northern part of the Persian Gulf. So in this study for the first time in the offshore South Pars, the northern part of the Persian Gulf, we aimed to (1) measure the contents of Al, Zn, Fe, Mn, Ni, V, Co, Cr, as well as Cu in the shells of Trachycardium lacunosum and sediments simultaneously in two separated areas (polluted and unpolluted) (2) comparison between the metal contents of sediments in the polluted and unpolluted areas as well as shells (3) determine the interrelationships between metal contents in the shells of Tracycardium lacunosum as well as the sediments in both polluted and unpolluted areas.
Methods

Study area description
The South Pars/North Dome is the world's biggest gas field, shared between Iran and Qatar, and situated in the Persian Gulf. This natural gas field covers a space of 9700 km 2 and the name of this field in Iranian territorial is South Pars. Closest land point to this gas field in the northern part of the Persian Gulf is Asaluyeh. It was chosen as the site for all facilities related to this gas field in Iranian territorial. Asaluyeh is situated on the shore of the Persian Gulf in southeast of Bushehr province. Two different areas were selected in the Asaluyeh as sampling points including polluted area (Nayband Bay) and unpolluted area (Lavar-e-Saheli) ( Fig. 1 and Table 1 ). The surface sediment textures of both polluted and unpolluted areas are silt-clay.
Sample collection
Composite samplings based on area (3 different locations for each sample) were performed at low tide times from the tidal area along the Persian Gulf coastal. Samples were collected from surface sediments (0-10 cm) and shells of After transporting the collected surface sediments to the laboratory, the samples were dried at 105°C for 24 h, homogenized, and packed in polyethylene bags and kept at -20°C before analysis. The shell samples washed under a jet of water to liminate algae, sand, clay as well as other impurities, and then dried at 105°C for 24 h and kept at -20°C before analysis.
Reagents
All the employed oxidants and mineral acids (HNO 3 , H 2 O 2 , HF, and HCl) were of suprapure quality (Merck, Germany). All plastic and glassware were cleaned by drenching overnight in a 10 % (w/v) HNO 3 solution and afterward washed with deionized water before use. All solutions were prepared by ultrapure water (18.2 MΩ cm).
Digestion and analytical procedures
The sediment samples (0.5 g) were digested with 6 ml hydrochloric acid (37 %), 2 ml nitric acid (65 %) in a microwave digestion system for 30 min and then diluted to 25 ml with ultrapure water and stored in polyethylene bottle until analysis. 0.5 g of powdered shell was fully digested in a Teflon cup using a mixture of conc. HNO 3 , HClO 4 and HF with the ratio 3:2:1 respectively. Acids were added to dried sample and left overnight prior to further process. After that the samples were heated at 200°C then left to cool and filtered. The filtered solution was justified to a volume of 25 ml. It should be noted here that shell samples with similar shell length were selected for analysis in each sample point to minimize effects of body weight [17] . The bivalve length was measured by using a caliper with an accuracy of 0.02 mm. Blank digest was similarly performed. Metals analysis of Al, Zn, Fe, Mn, Ni, V, Co, Cr as well as Cu was performed by inductively coupled plasma optical spectrometry (ICP-OES). In Table 2 , specifications of the instrumental operating circumstances are shown. All metal levels were represented as μg g −1 dry wet (dw). Statistical analysis of data was performed with the SPSS, Version 21 and Mann-Whitney U test as well as the Spearman's rho correlation coefficient were used for statistical significant differences. Differences in mean values were accepted as being significant if P < 0.05.
Result and discussion
Content of metals in sediments and shells
The concentration levels of examined metals (Al, Zn, Fe, Mn, Ni, V, Co, Cr and Cu) in sediment samples of polluted (Nayband Bay) and unpolluted (Lavar-e-Saheli) areas are shown in Table 3 . dry mass respectively [19] . In another study, Palpandi and Kesavan measured concentration levels of heavy metals including Zn, Mn, Cu, Al, Cr and Ni in the sediment samples of Velar estuary, Southeast coast of India. They reported that the mean concentration levels of Cu, Fe and Zn ranged from 39.28 ± 0.6, 178.28 ± 1.12, 16.28 ± 1.24, 542.00 ± 487.58, 9.44 ± 3.11 and 1.64 ± 1.20 μg g −1 respectively [20] .
Statistical analysis of Mann-Whitney U test showed that sediment samples in the polluted area contained significantly higher concentrations (P < 0.05) of all measured metals (Al, Zn, Fe, Mn, Ni, V, Co, Cr and Cu) compared to unpolluted area ( Table 4 ). The comparison between metal concentrations in polluted and unpolluted areas are shown in Fig. 2 .
Sediments act as both sinks and carriers for pollutants in the marine environments. Heavy metals are among the most usual marine contaminants and their occurrence in the marine environment indicates the presence of natural or anthropogenic source. Many studies have illustrated that heavy metal concentration in sediments can be sensitive indicators of pollutants in the marine environment [21, 22] . High concentration levels of trace metals in marine environments due to human activities have been recorded since old times. But elevated releases of toxic metals in to the municipal areas and the related health consequences just become clear in the 1960s [23] . Our study showed higher contents of Al, Zn, Fe, Mn, Ni, V, Co, Cr, as well as Cu in the Nayband Bay (polluted area) compare to unpolluted area mainly due to the activities of all related industries to gas and oil field in the region, boat repairing platform, shipping activities and discharge of effluents from the domestic sources nearby. The activities of industries after a while can release a diversity of poisonous sand possibly poisonous contaminants into the environment [24] . In a recent study in Jade Bay in NW Germany, the trace metal pollution in surface sediment and suspended particulate substance was described. Various metals including As, Cd, Cu, Ni, Pb, Sn and Zn were increased in the surface sediments. The potential metal sources in the region were the harbor area, floodgates and dumped harbor sludge in different parts of the region [25] . In a study in the Montenegrin coastal area, the overall trend for the concentration levels of measured metals in sediment samples was Fe > Mn > Cr > Ni > Zn > Cu > Co. The result of this study showed the anthropogenic impacts on the metal concentration levels in the Montenegrin beach zone [26] . In another study at Vellar estuary, Southeast coast of India the order of metal accumulation was Fe > Al > Mg > Mn > Cd > Cu > Cr > Zn > Ni > Pb. It was reported that higher level of metals could be due to effluents from municipal, domestic and agricultural wastes [20] . The contents of Al, Zn, Fe, Mn, Ni, V, Co, Cr as well as Cu in the shell samples of Trachycardium lacunosum in polluted (Nayband Bay) and unpolluted (Lavar-e-Saheli) areas are given in Table 5 . (Table 4) . The comparison between metal concentrations in the polluted and unpolluted areas are shown in Fig. 3 .
Beside sediment that may be good indicators of long and medium term of metal loads, bivalve shell is also an indicator of metal contamination since it is sessile and sedentary and reflects the metal level of the special region [30] . In the marine environments, metals discharged from sewage or industrial effluents may be quickly transported from water column to the sediment [31] . The accessibility of various metals in sediments provides a chance for marine organisms to biomagnify these metal and later remobilized them via the food chain. The metal concentrations in the shell samples of Trachycardium lacunosum in polluted area were higher than those of the samples taken from the unpolluted area. This indicated that the polluted area had higher pollution and bioaccessibilities of heavy Use of bivalve shells for metal contamination monitoring in the aquatic environments has various advantages over that of soft tissues. The shells are simple to keep and handle and become clear to be sensitive to environmental metals over the long period. As shells growth occurs incrementally they can provide an indication over a distinct time period, unlike the soft tissues which are good accumulator of various metals and integrate the chemical pollution indication over the living of the marine organisms [32] .
The findings of this study showed that Trachycardium lacunosum is a good biological indicator for all examined metals except V in the Persian Gulf coastal areas due to its capability in bioaccumulating of metals from the sediment. In a study, Palpandi and Kesavan measured the levels of metals in sediment, shell and soft tissues of mangrove gastropod Nerita Crepidularia. They have reported that the order of metal accumulation in shell and soft tissues of Nerita Crepidularia was Fe > Al > Mg > Mn > Cd > Cu > Cr > Zn > Ni > Pb. They concluded that the higher levels of metals could be due to the heavy inflow of freshwater, which brought lot of effluents from municipal drainage and irrigation channels [20] . In another study it has been reported that between measured metals, Zn had the highest concentration level in the shell samples of Perna viridis and Modiolus metcalfei in Vellar Estuary, South East shoreline of India [33] . In another study in the Egyptian Red Sea shoreline, significant spatial differences in the metal concentration levels in Tridacna maxima were observed. The concentrations of most investigated metals in the Tridacna maxima shells and sediments were higher in the anthropogenic areas compare with unpolluted areas [34] .
Identification of metal interrelationships
The Spearman's rho correlation coefficients were calculated to assess the association of metals in the sediment (Table 6 ) and shell samples (Table 7) in polluted and unpolluted areas. Correlation is significant at the 0.05 level
As shown in Table 4 , most metals in the sediment samples in the polluted area are well correlated. Fe had remarkable positive correlations (P < 0.01) with Mn (r = 0.767), Ni (r = 0.759), V (r = 0.740), and Zn (r = 0.765). Cr had also noticeable correlations (P < 0.01) with Fe (r = 0.735), Mn (r = 0.632), Ni (r = 0.585), V (r = 0.656), and Zn (r = 0.594). In the case of Mn remarkable positive correlations (P < 0.01) were observed vs V and Zn. The significant correlation between Al and other metals (except Cu, Co) in both polluted and unpolluted areas confirms that these metals are associated with alumina silicate minerals. Similar significant positive correlations between metals in the sediment samples have been reported in different areas [25, 35] . As seen in Table 4 , in the shell samples of Tracycardium lacunosum in the polluted area there are correlations for Al vs Zn (r = 0.779), Cr vs Cu (r = 0.809) and in the cases of Co vs Fe (r = 0.557), Cr vs Mn (r = -0.602), and Fe vs Mn (r = -0.567). The correlations were significant at the level of 0.05 in the polluted area. The significant correlations found between heavy metals could be due to several reasons such as differences in the biological half-life and biochemical behaviors of metals found in the sediments and shells [36] [37] [38] .
Conclusion
In this work, the levels of metals including Al, Zn, Fe, Mn, Ni, V, Co, Cr and Cu were determined in the sediment and shell samples of the bivalve Tracycardium lacunosum from two areas (polluted and unpolluted) of Asaluyeh Bay, northern part of the Persian Gulf. This study was the first effort to consider shell of Tracycardium lacunosum as a bioandicator for monitoring of heavy metals. Results of this study indicated that all measured metals including Al, Zn, Fe, Mn, Ni, V, Co, Cr and Cu were significantly higher in the sediment samples of polluted area compared with unpolluted area. In the case of shell samples of Trachycardium lacunosum, polluted area contained significantly higher concentrations of Al, Zn, Fe, Mn, Ni, Co, Cr and Cu compared to unpolluted area. It was concluded that shells of the Trachycardium lacunosum can be applied as a suitable bioandicator for heavy metals in the marine environment. Results confirmed that due to the possible pollution by oil and gas activities near the polluted area continuing and permanent evaluating as well as mitigation measures in this area is highly necessary. Correlation is significant at the 0.05 level
